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(S) IVIethod for living-tissue preservation and perfusate. 

(g) The invention provides a method for preservation of living tissues of an animal organ capable of 
maintaining their characteristics and functions on the cellular level. The invention also provides a 
perfusate and a preservation liquid for living-tissue preservation exerting less damage on the tissue, 
improving possibility of success in organ transplantation and accuracy of clinical or non-clinical study 
on biological activity of the tissue. 

The method for living-tissue preservation comprises injection of the first solution causing no 
hemolysis into blood vessels as the perfusate to replace blood in the organ thereby, injection of the 
second solution free from phase separation and production of ice crystals in the tissue as the 
preservation liquid to substitute it for the first solution and preservation of the tissue at cryogenic 
temperature. Uniform cooling, rapid and uniform warming of the tissue sample are accomplished by 
piercing the tissue sample with a metal needle assembly comprising a plurality of metal needles and a 
metal base. 
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Field of the Invention 

This invention relates to a method for living-tissue preservation, in particular to a mettiod for (ow-temper- 
ature living-tissue preservation, Including cryo-preservation, which can maintain characteristics and function 
5 of cells constituting the tissue, a method for preservation and restoration of living-tissues, and a liquid com- 
position, particularly, a liquid composition suitable for preservation of living-tissue such as an Internal organ 
for organ transplantation, organs for clinical and non-cllnlcal study, and a combination thereof. 

Background of the invention 

10 

For preservation of microorganisms such as bacteria, cells such as ovum, sperm, cultured cells etc. main- 
taining 50 % or more activity, a method is known wherein the cells are gradually cooled at a rate of about 1 ""C 
per minute and preserved at about - 200 ""C and rapidly melted (thawed) at the end of cryo-preservatlon. In 
this case, cells are placed In 10 % glycerol or 5 to 10 % dimethyl sulfoxide aqueous solution to prevent de- 
15 struction of cells upon freezing. 

Individual cells such as microorganisms, ovum, sperm, cultured cells, etc. can be preserved for relatively 
long period according to the above method. However, application of this method to animal tissues, for example, 
tissues of organ such as liver, kidney, etc.. Is accompanied with remarkable structural and functional damage 
of the cells. 

20 Perfusates such as so-called UW liquid, Collins liquid, modified Collins liquid and Euro-Collins liquid have 

been used so far for perfusion of the organs such as heart, liver, kidney, pancreas, etc. to be resected for organ 
transplantation. For example, UW liquid has the following composition: 



(for 1 liter of an aqueous solution) 


Potassium lactobionate 


100 mmol 


Potassium dihydrogen phosphate 


25 mmol 


Magnesium sulfate 


5 mmol 


Raffinose 


30 mmol 


Adenosine 


5 mmol 


Glutathione 


3 mmol 


Allopurlnol 


1 mmol 


Insulin 


100 lU 


Dexamethasone 


8 mg 


Hydroxyethyl starch 


50 g 



To preserve tissues of organs for clinical and non-clinical study, such liquid has been used for perfusion. 
Such liquid and physiological saline have been used also for reperfusion to restore biological activity of the 
tissue after preservation at low temperature. 

However, characteristics and function of the tissue of the organs after perfusion with such perfusate and 
preservation in a preservation liquid having the same composition are damaged on a cellular level even at the 
beginning of the preservation by cooling below 10 **C. This damage is one of the main causes lowering pos- 
sibility of success of transplantation using preserved organ. 

Under these circumstances, it is difficult to perform an experimental study on tissue maintaining the normal 
function of the original tissue in clinical and non-clinical researches on biological activities such as metabolism 
in tissue. 

When the tissue suffers from structural and functional damages, such damage may affect considerably 
the experimental results^limiting the accuracy of the study. Actually, such effect is obviously observed in some 
cases. Reperfusion conducted in order to restore the biological activity after preservation also has the similar 
problems. 

Accordingly, there have been demands for perfusion and preservation liquid with less structural and func- 
tional damage of tissue on a cellular level to improve possibility of success in organ transplantation and to im- 
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prove accuracy of clinical and non-clinical studies on biological activity such as metabolism in tissue. Moreover, 
for reperfusion after preservation, reperf usate exerting less structural and functional damage on tissue on a 
cellular level before restoration of biological activity has been expected. 

5 Summary of the invention 

Accordingly, the first object of the present invention is to provide a method to preserve tissues which con- 
stitute organs maintaining their characteristics and functions on a cellular level. 

The second object of the present invention is to provide a perfusate, a preservation liquid and a combin- 
10 ation thereof, exerting less damage on tissue on a cellular level to improve possibility of success in organ trans- 
plantation and to improve accuracy of clinical and non-clinical study on biological activity such as metabolism 
in tissue. 

Another object of the present invention is to provide a perfusate for reperfusion after preservation, which 
does not damage structure and function of tissue on a cellular level before restoration of biological activity. 

IS 

IVieans to solve the Problem 

To accomplish this object, the method for living-tissue preservation according to the present Invention com- 
prises Injecting the first saccharide solution (perfusate) producing substantially no hemolysis in blood into 

20 blood vessels leading to a desired organ of an animal so as to substitute the first saccharide solution for blood 
in said organ; injecting the second saccharide solution (preservation liquid) containing saccharide and an or- 
ganic solvent, an aqueous solution of said saccharide being free from phase separation and producing sub- 
stantially no crystals at cryogenic temperature such as liquid nitrogen temperature and a mixture of said or- 
ganic solvent and water being free from phase separation and producing substantially no crystals of Ice at cryo- 

25 genie temperature such as liquid nitrogen temperature, into one or more blood vessels so as to substitute the 
second saccharide solution for the first saccharide solution in the blood vessels; resecting at least a part of 
the organ; piercing the organ with a needle assembly consisting of a number of metal needles fixed parallel 
to each other; gradually cooling at a limited rate to a predetermined temperature, e.g. -80 ''C, further cooling 
to lower temperature and preserving the sample pierced with the needle assembly at a cryogenic temperature 

30 such as liquid nitrogen temperature; and rapidly raising temperature of at least a part of the needle assembly 
to a temperature above 20 ""C to raise the temperature of the sample above the freezing point of the second 
saccharide solution; and removing the sample from the needle assembly. The present invention can be applied 
to organs such as internal organs as v\(ell as binding tissues such as muscle of animals. 

The perfusate (first saccharide solution) of the present invention is used to remove blood in a blood vessel 

35 (Including sinusoid) and to substitute said perfusate for the blood as pretreatment for preservation of tissue 
such as organs of an animal. This perfusate is characterized by freedom from hemolysis which produces ad- 
hesion of hemocyte components onto the surface of cells to harm the function of the tissue. 

The preservation liquid (the second saccharide solution) of the present invention is used to be substituted 
for the perfusate in blood vessels (including sinusoids) and intracellular spaces of the tissue such as organs 

40 of an animal after removal of blood filled with the perfusate to obtain a state suitable for preservation. It Is 
preferred to use the perfusate according to the present invension as the perfusate above. The preservation 
liquid is also utilized for Immersion of the tissue to be preserved or poured onto the tissue. The second sac- 
charide solution may be injected for perfusion either into the same blood vessels used for the first saccharide 
solution or Into the different one from the latter. 

45 The electrolytes in the preferred perfusate, preservation liquid and reperf usate of the present invention 

can be derived from the composition of Krebs-Henseleit bicarbonate buffer. The pH of 7.4 can be attained by 
preparation according to the composition of Krebs-Henseleit bicarbonate buffer. 

instead of resecting a sample of tissue after substitution of the first and the second saccharide solution 
for blood (hereinafter referred to as perfusion), the whole or a desired part of an organ may be resected from 

50 an animal before or during perfusion or between the first and the second perfusion. The desired part Is, for 
example, one or two of liver lobes. Surgery Is required for either perfusion or resection. When perfusion is 
carried out after resection, a part of the sample may be further cut off as a sample after perfusion. It Is pre- 
ferable to blocl^ peripheral nerve of the animal particularly around the objective organ before operation for pres- 
ervation of the function of the tissue. 

55 Blockage of peripheral nerve around the objective organ can be attained by intravascular or intraperitoneal 

injection of a substance having monoamine oxidase (hereinafter abbreviated to MAO) inhibitory activity. The 
MAO inhibitor which can be applied to the present Invention includes, N-aminoalkylphenothlazine compounds, 
N-aminoalkyldibenzocycloheptadiene compounds, isonicotinic acid hydrazide compounds and propargyi 
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amine derivatives, for example, chlorpromazlne, promethazine, imipramine, ipronlazid, pardiline, etc. The MAO 
inhibitor may be injected intravascularliy.or intraperitoneally before or during perfusion. The MAO Inhibitor may 
be added to the perfusate (first saccharide solution). The MAO inhibitor may also be added to the preservation 
liquid (second saccharide solution). 

5 Perfusion Is generally carried out by inserting a cannula (hollow) into one or more blood vessels leading 

to an organ. The flow rate may be selected depending on the type of organ, the type and thickness of the blood 
vessel. Substitution of the first and second saccharide solutions may be carried out sufficiently so that there 
remains substantially no blood and the first saccharide solution, respectively. During perfusion and preserva- 
tion, required portions of the blood vessels may be blocked to hold the preservation liquid in the tissue. 

10 Saccharides contained in the second saccharide solution should be those free from phase separation and 

producing substantially no crystals at liquid nitrogen temperature, for example mannitol and inulin. "Producing 
substantially no crystals" means that the saccharide does not produce so much crystals to damage the struc- 
ture and biological activity of the tissue after preservation. Such saccharide need not penetrate into ceils. 
Those hardly penetrating into cells are rather preferred. 

IS The first saccharide solution preferably contains saccharide effective for maintenance of biological activity 

of the tissue, such as glucose. Preferably, the concentration of glucose Is equal to or similar to that in the tissue. 
The first saccharide solution should have the composition free from hemolysis which Is a cause of the residual 
hemocytes in the tissue. "Free from substantial hemolysis" means that structure and biological activity of tissue 
are not damaged by hemolysis. 

20 Preferably, the first and second saccharide solution and reperf usate are substantially isotonic with the tis- 

sue. However, those having osmotic pressure of from 1/2 to twice as much as that of blood or lymph may be 
used. 

The first and second saccharide solution may contain saccharides as well as salts, acids, bases, buffer, 
surfactants, thickeners, etc. The same may be said of reperf usate used subsequent to low-temperature stor- 

25 age. It is desired that the first saccharide solution has composition free from hemolysis. Preferably, it contains 
glucose at the concentration equal to or similar to that in the tissue. The temperature of the first and the second 
saccharide solution Is preferably maintained at a temperature as low as possible (higher than freezing point 
of the liquid, i.e. generally - 10 ^'C to + 5 °C) to prevent change of tissue. 

For an organic solvent used for the second saccharide solution, a mixture of said organic solvent and water 

30 should be free from phase separation and produces substantially no crystals of ice at liquid nitrogen temper- 
ature. "Producing substantially no crystals" means that crystals so much as to damage structure and biological 
activity of the tissue after preservation are not produced. Organic solvents possessing such characteristics 
include, for example, glycerol and dimethyl sulfoxide. The concentration of an organic solvent in the second 
saccharide solution is suitably 5-10 %. A slightly lower (e.g., 3 %) or higher (e.g., 15 %) concentration may 

35 be employed. 

The perfusate to attain the above object in the present invention is an aqueous liquid composition con- 
sisting of a buffer of pH 7.4 containing sodium, potassium, hydrogen, chlorine and phosphate ions, and pre- 
ferably further containing calcium, magnesium, sulfate and bicarbonate ions; 1 to 5 % by weight of glucose; 
1 .5 to 7.5 % by weight of bovine serum albumin, the concentration of sodium chloride being 0.15 ± 0.05 mol. 

40 In the present invention, the preservation liquid to attain the above object is an aqueous liquid composition 

consisting of a buffer of pH 7.4 containing sodium, potassium, hydrogen, chlorine and phosphate ions, and 
preferably further containing calcium, magnesium, sulfate and bicarbonate ions; 3 to 8 % by weight of mannitol; 
1 .5 to 7.5 % by weight of bovine serum albumin and 3 to 15 % by weight of dimethyl sulfoxide or glycerol, the 
concentration of sodium chloride being 0.15 ± 0.05 mol. 

45 The combination of a preservation liquid and a perfusate to attain the above object of the present invention 

is a combination of perfusate composition consisting of a buffer of pH 7.4 containing sodium, potassium, hy- 
drogen, chlorine and phosphate ions, and preferably further containing calcium, magnesium, sulfate and bi- 
carbonate ions; 1 to 5 % by weight of glucose; 1 .5 to 7.5 % by weight of bovine serum albumin, the concentration 
of sodium chloride being 0.15 ± 0.05 mol and preservation liquid composition consisting of a buffer of pH 7.4 

so containing sodium, potassium, hydrogen, chlorine and phosphate ions, and preferably further containing, cal- 
cium, magnesium, sulfate and bicarbonate ions; 3 to 8 % by weight of mannitol; 1.5 to 7.5 % by weight of bovine 
serum albumin, 3 to 1 5 % by weight of dimethyl sulfoxide or glycerol, the concentration of sodium chloride being 
0.1 5 ±0.05 mol. 

The reperfusate to attain the above object of the present invention is an aqueous liquid composition con- 
55 sisting of a buffer of pH 7.4 containing sodium, potassium, hydrogen, chlorine and phosphate ions, and pre- 
ferably further containing, calcium, magnesium, sulfate and bicarbonate ions; 0.5 to 3 % by weight of glucose; 
0.5 to 3 % by weight of mannitol, 1 .5 to 7.5 % by weight of bovine serum albumin, the concentration of sodium 
chloride being 0.15 ± 0.05 mol. 
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Metal needles and a metal base used for a needle assembly preferably consist of metal at least surface 
of which never affects the tissue and the saccharide solutions and never produce rust or corrosion with the 
tissue and the saccharide solutions. For example, needles consisting of stainless steel, gold, platinum, gold- 
plated or chromium-plated iron or brass, etc. are used. 

5 The tlilckness of the metal needle should be such that the needles have mechanical strength sufficient 

to pierce through the tissue sample. More rapid heat conduction may be obtained by thicker metal needles 
arranged with less spaces. Such arrangement allows, the temperature of the sample to be raised more rapidly 
at the end of preservation at low temperature, though mechanical damage of the whole sample is increased. 
Suitably, the thickness of the metal needle is 0.2 to 1 .6 mm, and space (center distance) is 0.5 to 4 mm. 

10 Cooling of the tissue sample pierced with the metal needles is desirably carried out gradually at least until 

the temperature reaches to - 80 ''C. For example, the temperature is lowered at a rate not greater than 1 .3 °C 
per minute on the average until the temperature reaches to - 80 °C. For example, a sample is placed in a cold 
reserving box of a suitable size in a freezer kept at - 80 °C to achieve such cooling condition. A program-con- 
trolled freezer may be used. 

15 At the end of preservation, at least a part of the needle assembly is rapidly warmed (for example within 2 

minutes) to a temperature not below 20 ""C, to rapidly raise the temperature of the sample above the melting 
point of the second isotonic saccharide solution (generally, to a temperature of - 10 °C to + 5 ^'C, e.g., - 5 °C). 
For example, a warm water (20 - 30 °C) (liquid other than water may be used) is let flow around the metal base. 
Alternatively, perfusate (saccharide solution) at a suitable temperature is allowed to flow around the sample 

20 pieiced with a needle assembly. In this way, the temperature of the tissue sample is raised above the freezing 
point of the second saccharide solution preferably within 4 minutes to allow the sample to thaw. 

After the portion of the sample contacted with the metal needle can be allowed to thaw, the whole sample 
is removed from the needle assembly by appropriate means, for example, by pulling up cloth or synthetic paper 
previously placed just above the base of the metal needles. The removed sample may be perfused with phys- 

25 iological saline, isotonic saccharide solution, tissue culture medium or the like (^10 ''C) before the subsequent 
use. 

After thawing, the tissue sample Is reperf used with a perfusate at a suitable temperature (e.g., 4 ''C), then 
warmed to a temperature not below 25 ''C to restore the required biological activity before the subsequent use. 
As reperfusate, physiological saline, saccharide solution (including the Initial perfusate of the present inven- 

30 tion), tissue culture, etc. may be used. Preferably, the reperfusate of the present Invention is used. 

Before restoration of biological activity, the temperature is preferably raised gradually from that of the tis- 
sue at the end of thawing to about 25 °C. Subsequently, the temperature Is further raised to about 37 °C while 
perfusing with a perfusate of a suitable composition. The rate of raising the temperature from that for the tissue 
sample to accomplish thawing to 25 ""C or above Is at most 4 ""C per minute, preferably less than 2.5 °C per 

35 minute, on the average, more preferably at most 2.2 °C per minute on the average. Time required to raise the 
temperature from 25 ""C to about 37 ''C is not particularly limited. The reperfusate of the present invention may 
contain a substance which inhibits consumption of energy of the tissue, for example, lactobionic acid. The con- 
centration of lactobionic acid is preferably 0.3 to 3 %. The reperfusate of the present invention may contain a 
substance which inhibits production of peroxide, for example, ascorbic acid, hydrocortisone, in addition to man- 

40 nitol. It may contain 1 mg/l to 2 g/l of ascorbic acid. Clinical dose of hydrocortisone may be used. The reper- 
fusate of the present invention may contain 5 x lO-^to 3 x 10^ mol of dibutyryl cyclic AMP, which is effective 
for prevention of damage of cell membrane at low oxygen content. 

The present invention is useful for low-temperature preservation of liver, kidney, pancreas, spleen, testes, 
ovarium, adrenal glands, brain, thyroid gland, etc. Particularly, It is effective for preservation of liver at low tem- 

45 perature. 

The first saccharide solution injected into blood vessels leading to an organ of an animal serves to remove 
blood in the organ and substitute the solution for the blood. The perfusate of the present Invention is free from 
hemolysis during substitution, preventing deterioration of cellular function due to adhesion of hemocytes on 
the surface of the tissue cells. Further, the second saccharide solution is injected to be substituted for the first 

50 saccharide solution so that the first isotonic saccharide solution is removed and the blood vessels are filled 
with the second saccharide solution. At the same time, sinusoid as well as intracellular spaces are also filled 
with the second saccharide solution. 

The resected tissue sample (it may be cut off before perfusion) is pierced with a needle assembly con- 
sisting of a number of metal needles fixed parallel to each other on a metal base. On gradually cooling, the 

55 temperature of the whole sample Is maintained relatively homogeneous by heat-conduction by means of the 
metal needles which pierce the sample. The temperature is further lowered to low temperature such as liquid 
nitrogen temperature and maintained at the temperature at which the sample pierced with the needle assembly 
is preserved. 
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Using the second saccharide solution introduced into the tissue through the blood vessel, crystals of the 
saccharide itself and ice are not produced at least outside of the cells (including inside of the blood vessel, 
sinusoid, intracellular spaces) because an aqueous solution of the second saccharide solution contains sac- 
charide free from phase separation and producing substantially no ice crystals even at liquid nitrogen temper- 

5 ature. The saccharide solution contains an organic solvent which is well compatible with water and a mixture 
of which with water is free from phase separation and producing substantially no crystals even at the temper- 
ature of liquid nitrogen. Such organic solvent as used in the invention penetrates into the cells. Because such 
organic solvent exists both inside and outside of the cells, ice and crystals of solvent (eutectic substance) are 
not formed in the tissue at liquid nitrogen temperature. Accordingly, destruction of cells due to formation of 

10 ice and crystals of solvent may be prevented. So with the reservation at the temperature between liquid nitro- 
gen temperature and the freezing point. The preservation at the temperature above the freezing point (gen- 
erally, below 10 ^C) is free from problems of ice crystal production, and production of peroxide which damages 
cellular function is prevented by existence of mannitol. 

At the end of preservation, at least a part of the needle assembly is rapidly warmed to a temperature above 

15 20 °C. Then the temperature of the sample Is raised above the melting point of the second saccharide solution. 
When the portion of the sample contacted with the metal needle is allowed to thaw, the sample can be removed 
from the needle assembly. When the temperature of the tissue Is further raised above 25 ^C, the biological 
activity of the tissue can be restored. By heat conduction via the metal needle assembly, the temperature of 
the whole sample is raised more rapidly and relatively homogeneously compared with the case without using 

20 such metal needle assembly. Due to the rapid and homogeneous increase of the temperature of the sample, 
the characteristic and function of the cells may be restored without damage. They can be restored by subse- 
quent control of the environment (e.g., temperature). While the temperature of the tissue after preservation 
is raised to 25 ""C or above after thawing, perfusion is carried out using the reperfusate of the present invention. 
In this way, an organic solvent is removed from inside and outside of the cells before restoration of biological 

25 activity, while maintaining energy supply to the cells. Further, production of peroxide which damages cellular 
function is inhibited. Accordingly, reperf usion with the reperfusate of the present invention is superior to that 
using physiological saline or UW liquid in restoration of biological activity of the tissue after the temperature 
is raised above 25 ''C. 

30 Example 

The present invention will be described in more detail in the following examples. 
Example 1 

35 

(1) Preparation of a needle assembly 

Stainless steel needles for injection (outer diameter, 0.3 mm; length, 15 mm, without connecting member 
to syringe) were placed straight with the tip upward on a base made of low-melting point alloy (10 x 12mm). 
40 For removal of the sample, glass rods of 0.6 mm in diameter were inserted crosswise between needles parallel 
to the base. 

(2) Liver perfusion 

45 A cannula was thrust into the hepatic portal vein of a healthy rat by celiotomy. According to the conventional 

manner of liver perfusion, the first perfusate of tlie following composition (4 ""C) was injected into the hepatic 
portal vein through a polyethylene tube connected to the cannula at a flow rate of 4 ml/min and perfused for 
5 minutes. 



50 


D-Mannitol 


ig 




Krebs-Ringer buffer 


20 ml 



Subsequently, the second perfusate of the following composition (4 °C) was injected into the hepatic portal 
vein through a polyethylene tube connected to the cannula at a flow rate of 4 ml/min and perfused for 5 minutes. 

Dimethyl sulfoxide 2 g 
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D-Mannitol 



1 g 



Krebs -Ringer buffer 



20 ml 



5 



(3) Preservation at low temperature 

Immediately after perfusion, liver was pierced with a metal needle assembly. The liver was placed in a 
cold reserving box made of polystyrene foam, which was in turn placed in a freezer at - 80 °C (gradually cooled 
10 at a rate less than 1 ''C/min). After more than 3 hours of freezing at - 80 °C, an appropriate amount of liquid 
nitrogen was poured Into the cold reserving box, and f urther freezed. While supplying liquid nitrogen, the liver 
sample was preserved for 3 weeks. 

(4) Thawing of the tissue 



A grid was fixed at the depth of 2 mm in a constant-temperature water bath at 25 °C. The liver sample 
pierced with a needle assembly was removed from the cold reserving box and mounted on the grid. The metal 
base was heated with the constant-temperature water (25 °C) flowing around the base. After 2 minutes, the 
sample was removed by pulling up the glass grid inserted between the sample and the base. The first perfusate 
20 (4 ""C) was injected Into the liver through the portal vein at a flow rate of 4 ml/mln. and perfused for 5 hours, 
to replace the second perfusate in the liver by the first perfusate. 

(5) Verification of preserved tissue 

25 Liver sample was fixed with formalin, cut into strips of 5 micron thickness and dyed. The microscopic ob- 

servation suggested that the cells of the liver were well preserved. Especially, glycogen granules were clearly 



(1) Preparation of a needle assembly 

Gold-plated brass needles (outer diameter, 0.8 mm; length, 20 mm) were placed straight (10 x 12mm, with 
the tip upward) on a lead alloy base. For removal of the sample, synthetic paper was pierced with the needle 
35 and pushed down just above the base. 

(2) Tissue sampling and perfusion 



0.1 ml/ per 100 g of body weight of 1 % aqueous solution of chlorpromazlne was injected Intraperltoneally 



40 into an abdominal cavity of a healthy rat to block abdominal peripheral nerve. A cannula connected to a poly- 
ethylene tube was thrust Into the hepatic portal vein of the rat which had been anesthetized by Injection of 
0.04 mg/100 g of somnopentyl by celiotomy. According to the conventional manner of liver perfusion, the first 
perfusate of the following composition (- 5 ^'C) was injected into the hepatic portal vein through a polyethylene 
tube connected to the cannula at a flow rate of 0.9 ml/min and perfused for 4 minutes. Liver was resected from 

45 the rat with perfusion. 



15 



observed. 



Example 2 



30 



D-Glucose 



2 g 



50 



55 
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BSA 4.5 g 

Enzyme inhibitor Pefabloc (Merck) 1 mM eq 
^ p-APMSF 0.1 mM eq 

(p-amidinophenylmethanesulf onylf luoride hydrochloride ) 
Krebs-Henseleit buffer 100 ml 

Chlorpromazine 1 g 

Heparin 0 . 5 ml 

15 

The resected liver was immediately immersed in the solution of the following composition (the second per- 
fusate) at - 5 ""C, and the second perfusate was injected into the hepatic portal vein at a rate of 0.9 ml/min and 
perfused for 4 minutes. 



20 


Dimethyl sulfoxide 


10g 




D-Mannitol 


5g 




D-Glucose 


2g 


25 


BSA 


4.5 g 




Enzyme inhibitor Pefabloc (Merck) 


1 mM eq 




p-APMSF 


0.1 mM eq 


30 


Krebs-Henselelt buffer 


100 ml (pH 7.4) 



(2) Preservation at low temperature 

35 Immediately after perfusion, liver was pierced with a metal needle assembly (gold-plated brass needle, 

diameter, 0.8 mm; center distance, 3 mm; height of needle, 20 mm; thickness of the metal base, 5 mm). Pre- 
viously, synthetic paper was inserted at the base of the metai needles. The liver was placed in a sealed cold- 
resistant polyethylene bag, and cooled to - 80 ""C in a program-controlled freezer (- 1 ""C/min.). After three hours 
or more, an appropriate amount of liquid nitrogen was poured over the liver in a cold reserving box for further 

40 cooling. While supplying liquid nitrogen, the liver sample was preserved for 3 weeks. 

(4) Thawing of the tissue 

The vessel containing the sample was removed from liquid nitrogen and placed in a freezer at - 80 °G for 
45 a while. The temperature of the whole sample was raised to - 4 °C within a short time (less than 2 minutes for 
50 g of tissue) by circulating the thawing liquid of the same compositions as those of the first perfusate around 
the sample. 

The sample was removed from the metal needle assembly in the thawing liquid. The first perfusate kept 
at - 4 ''C was injected at a rate of 1 ml/min in the portal vein through the cannula. After perfusion for 4 minutes, 
50 the second perfusate in a liver was substituted for the first perfusate. 

A part of the tissue was fixed, dyed and observed using an optical microscope. By comparison with tissue 
immediately after resection (with perfusion only with the first perfusate), change of the tissue was hardly ob- 
served. 

s's Examples 

The sample was treated in the same manner as in Example 2, except that preservation at low temperature 
was conducted as follows: 
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The liver after perfusion pierced with a metal needle assembly was placed in a cold reserving box in a 
freezer at - 80 ^'C (gradually cooled at a rate less than 1 °C/min.)- After 3 hours or more, a suitable amount of 
liquid nitrogen was poured onto the cold reserving box and further cooled. While supplying liquid nitrogen, the 
liver sample was preserved for 3 weeks. 
5 The same results as those in Example 2 were obtained. 



Example 4 



(1) Preparation for perfusion 

10 

0.1 ml of 1 % aqueous chlorpromazlne per 1 00 g of body weight was injected peritoneally into an abdominal 
cavity of a healthy rat to block abdominal peripheral nerve. After 50 ^1/1 00 g body weight of heparin solution 
(1000 lU/ml) was injected, the rat was anesthetized with halothane according to the conventional manner. Can- 
nula connected with a polyethylene tube was thrust into the hepatic portal vein (portal cannulation) by cellot- 
15 omy. In the similar way, descending aorta was cannulated (descending aorta cannulation), and descending 
aorta and descending vena cava were ligated together. The aorta was fixed with a clamp, aorta and the vena 
cava were cut off by thoracotomy. 



(2) Perfusion 

20 

The ligated portion of the descending vena cava was cut off, and the first perfusate of the following com- 
position at - 5 ""C was injected into the descending aorta through the descending aorta cannulation at a rate 
of 1.5 ml/min., and into the hepatic portal vein through the portal cannulation at a rate of 1 .0 ml/min., respec- 
tively, and perfused for 10 minutes. 



E>-Glucose 


2g 


BSA 


3g 


Krebs-Henselelt bicarbonate buffer 


100 ml 


Chlorpromazlne 


0.01 g 



After confirming blood was completely removed from the liver, the liver was resected from a rat. At this moment, 
the portal vein and descending vena cava were cut off ensuring the cannulation at the liver side. 
35 The liver was immediately immersed in a liquid of the following composition (second perfusate) at - 5 °C, 

and perfused for 10 minutes while injecting the second perfusate into the descending vena cava through de- 
scending vena cava cannulation at a rate of 1.5 ml/min and into the hepatic portal vein through portal cannu- 
lation at a rate of 1.0 ml/min, respectively. 

40 

Dimethyl sulfoxide 10 g 

D-Mannitol " 5 g 



45 



50 



BSA 3 g 

Krebs-Henseleit bicarbonate buffer 100 ml (pH 7.4) 



(2) preservation at low temperature 



Immediately after perfusion, tlie liver was pierced with a metal needle assembly (gold-plated brass needle; 
diameter of the needle, 0.8 mm; center distance, 3 mm; height of the needle, 20 mm; thickness of the metal 
55 base, 5 mm). A sheet of synthetic paper had been inserted at the base of the metal needles. The liver sample 
was placed in a cold-resistant polyethylene bag, and cooled in a program-controlled freezer (- 1 °C/min) to - 
80 °C. After more than 3 hours of freezing at - 80 °C, a suitable amount of liquid nitrogen was poured over the 
sample in a cold reserving box for further cooling. While supplying liquid nitrogen, the liver sample was pre- 
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(3) Thawing of the tissue 



5 The box containing the sample was removed from liquid nitrogen, and allowed to stand for a while in a 

freezer at - 80 ""C. Subsequently, the tissue sample was immersed in a thawing liquid (at about 30 °C) of the 
same composition as that of the first perfusate, then the liquid was circulated to raise the whole sample to 4 
°C in a short time, I.e., 2 minutes or less for 50 g of the tissue. 

The sample was removed from the metal needle assembly In the thawing liquid. Subsequently, the third 

10 perfusate of the following composition was injected Into the descending vena cava through descending vena 
cava cannulation at a rate of 1.5 ml/min and into the hepatic portal vein through portal cannulation at a rate of 
1 .0 ml/min. The third perfusate was substituted for the second perfusate in the liver after perfusion for 1 0 min- 
utes. The Initial temperature of the third perfusate was 4 *'C, and raised to 25 at the rate of about 2.1 °C 
per minute. 



25 



Third perfusate: 


D-l\/lannitol 


ig 


D-Glucose 


2g 


Lactobionic acid 


5 mmol 


BSA 


3g 


Ascorbic acid 


0.1 g 


Krebs-Henseleit bicarbonate buffer 


100 ml (pH 7.4) 



A part of the tissue was fixed and dyed according to the conventional method. By optical microscopic ot>- 
servatlon, change of tissues was hardly observed compared with those immediately after resection (only per- 
30 fusion with the first perfusate). 

The liver after perfusion with the third perfusate in Example 4 was placed in a box (temperature, 37 °C; 
relative humidity, 100 %). 185 kBq [2-1^^0] diazepam was injected through portal cannulation. Immediately, a 
perfusate for metabolic experiment of the following composition was supplied at a rate of 1 ml/min using a regu- 
lated-flow pump. 



40 



Rat blood cells 


30g 


D-glucose 


2g 


BSA 


3g 


Ascorbic acid 


O.lg 


Krebs-Henseleit bicarbonate buffer 


100ml (pH 7.4) 



45 Simultaneously, the same solution was supplied at 1 .5 ml/min through arterial cannulation. Perfusion was con- 
tinued for 20 minutes, and the perfusate flooded from the liver was collected In test tubes through a funnel 
every 2 minutes. 

The collected perfusate was centrlfuged at 3,000 rpm for 10 minutes. The radioactive metabolite in the 
supernatant was separated by thin layer chromatography, and detected by radioluminography. As the results, 
so the parent compound, diazepam, as well as metabolites thereof, 4 -hydroxydiazepam, nordazepam, temaze- 
pam and oxazepam were detected In the effluent. They are metabolites observed in the experiment using a 
liver which has not been cryo-preserved. The results show that the liver tissues preserved according to the 
present invention have activity to metabolize diazepam. 

By quantitative determination of lactic acid dehydrogenase (LDH), the activity of LDH in each effluent was 
55 found to be about 1 00 lU/L, and showed normal value throughout perfusion for 20 minutes. The results suggest 
that the liver tissue was not injured by freezing and thawing. 

Living-tissues such as organs and muscles preserved according to the present invention maintain the char- 
acteristics and functions of the cells. The method of the present invention is particularly useful for preservation 
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of tissues of liver and kidney. The perfusate, preservation liquid and reperfusate are useful for preservation 
and treatment after preservation of organs, particularly, liver and kidney, for organ transplantation and clinical 
and non-clinical studies of living tissues. 



5 

Claims 



1. A method for living-tissue preservation which comprises injecting a perfusate into a blood vessel leading 
to an organ of an animal to substitute said perfusate for blood in said organ, cooling at least a part of said 

10 organ resected as a tissue sample from said animal to lower the temperature to liquid nitrogen temper- 

ature and keeping said tissue sample at this temperature for preservation of said tissue sample, wherein; 

the first saccharide solution causing substantially no hemolysis In blood is injected as the first per- 
fusate into one or more blood vessels leading to said organ to be substituted for blood in said organ; 

then the second saccharide solution containing a saccharide and an organic solvent, an aqueous 
IS solution of said saccharide being free from phase separation and producing substantially no crystals at 

liquid nitrogen temperature and a mixture of said organic solvent and water being free from phase sep- 
aration and producing substantially no crystals at liquid nitrogen temperature, is injected Into one or more 
blood vessels leading to said organ as the second perfusate to be substituted for the first perfusate in 
said organ; 

20 and the tissue sample of said organ Is cooled to liquid nitrogen temperature. 

2. A method for living-tissue preservation according to claim 1 , wherein said second saccharide solution con- 
tains mannitol as said saccharide. 

2s 3. Amethod for living-tissue preservation according to claim 1 or 2, wherein said organic solvent Is dimethyl 
sulfoxide or glycerol. 

4. A method for living-tissue preservation according to any one of claims 1 to 3, wherein the whole or a de- 
sired portion of said organ is resected from said animal after substitution of the first saccharide solution 
for blood In said organ. 

30 ^ 

5. Amethod for living-tissue preservation according to any one of claims 1 to 4, wherein said first saccharide 
solution contains glucose. 

6. Amethod for living-tissue preservation according to any one of claims 1 to 5, wherein the first saccharide 
35 solution contains a substance having monoamine oxidase inhibitory activity. 

7. A method for living-tissue preservation according to any one of claims 1 to 6, wherein said animal Is a 
mammal. 



40 A method for living-tissue preservation which comprises injecting a perfusate into a blood vessel leading 

to an organ of an animal, cooling at least a part of said organ resected as a tissue sample from said animal 
to lower the temperature to liquid nitrogen temperature and keeping said tissue sample at this temperature 
to preserve tissues of said organ, wherein 

peripheral nerve of a region including said organ is blocked; 
45 the first saccharide solution causing substantially no hemolysis in blood is injected as the first per- 

fusate into one or more blood vessels leading to said organ so as to be substituted for blood in said organ; 

subsequently, the second saccharide solution for further perfusion containing a saccharide and 
an organic solvent, an aqueous solution of said saccharide being free from phase separation and pro- 
ducing substantially no crystals at liquid nitrogen temperature and a mixture of said organic solvent and 
50 water being free from phase separation and producing substantially no crystals at liquid nitrogen temper- 

- ature. Is injected as the second perfusate Into one or more blood vessels leading to said organ so as to 
be substituted for the first saccharide solution In said organ; 

thereafter the temperature is lowered to liquid nitrogen temperature. 

^5 9. A method for living-tissue preservation according to claim 8. wherein peripheral nerve is blocked by in- 
travascular or intraperitoneal introduction of a peripheral nerve blocking agent into said animal. 

10. A method for living-tissue preservation according to claim 9, wherein said peripheral nerve blocking agent 



11 



BNSDOCID: <EP ^D664080A1_I_> 



EP 0 664 080 A1 



has monoamine oxidase inhibitory activity. 

11. A method for living-tissue preservation which comprises cooling at least a part of organ resected as a tis- 
sue sample from an animal to lower the temperature to liquid nitrogen temperature and keeping said tissue 
sample at this temperature for preservation, wherein; 

at least a part of said resected organ is pierced as a tissue sample with a needle assembly con- 
sisting of a plurality of metal needles fixed parallel to each other on a metal base; 

said sample pierced with said needle assembly is gradually cooled to a predetermined temperature, 
further cooled to lower the temperature to liquid nitrogen temperature, and preserved at liquid nitrogen 
temperature. 

12. A method for living-tissue preservation according to claim 1 1, wherein the cooling rate of said gradual cool- 
ing is at most 1.3 °C/min on the average and said predetermined temperature is - 80 ""C. 

13. A method for living-tissue preservation by lowering the temperature of at least a part of organ resected 
from an animal to liquid nitrogen temperature for preservation thereat, wherein; 

at least a part of an organ is resected from an animal and pierced as a tissue sample with a needle 
assembly consisting of a plurality of needles fixed parallel to each other on a metal base; 

said sample pierced with this needle assembly is gradually cooled to a predetermined temperature, 
further cooled to liquid nitrogen temperature and preserved at the liquid nitrogen temperature; 

the temperature of the base of said needle assembly is raised to a temperature not below 20 °C 
within 4 minutes for thawing said tissue sample at the end of preservation. 

14. A method for living-tissue preservation which comprises injecting a perfusate into a blood vessel leading 
to an organ of an animal to substitute said perfusate for blood in said organ, cooling at least a part of said 
organ resected as a tissue sample from said animal to lower the temperature to liquid nitrogen temper- 
ature and keeping said tissue sample at this temperature for preservation, wherein; 

the first saccharide solution causing substantially no hemolysis in blood is injected as the first per- 
fusate into one or more blood vessels leading to said organ so as to be substituted for blood in said organ; 

the second saccharide solution containing a saccharide and an organic solvent, an aqueous solu- 
tion of said saccharide being free from phase separation and producing substantially no crystals at liquid 
nitrogen temperature, and a mixture of said organic solvent and water being free from phase separation 
and producing substantially no crystals, is injected as the second perfusate into one or more blood vessels 
leading to said organ so as to be substituted for the first saccharide solution in said organ; 

at least a part of organ resected as a tissue sample from said animal is pierced with a needle as- 
sembly consisting of a plurality of metal needles fixed parallel to each other on a metal base; and 

the tissue sample pierced with said needle assembly is gradually cooled to a predetermined tem- 
perature, further cooled to liquid nitrogen temperature and kept at the liquid nitrogen temperature for pres- 
ervation. 

15. A method for living-tissue preservation according to claim 14, wherein said organic solvent is dimethyl 
sulfoxide or glycerol. 

16. A method for living-tissue preservation according to claim 14 or 15, wherein said second saccharide sol- 
ution contains mannitol as said saccharide. 

17. A method for living-tissue preservation according to any one of claims 14 to 16, wherein said first sac^ 
charide solution contains glucose. 

18. A method for living-tissue preservation according to any one of claims 14 to 17, wherein the rate of said 
gradual cooling is at most 1.3 °C/min on the average and said predetermined temperature is - 80 ''C. 

19. A method for living-tissue preservation according to claim 14, wherein the whole or a desired portion of 
said organ is resected from said animal after substitution of the first saccharide solution for blood In said 
organ. 

20. A method for living-tissue preservation, which comprises; 

injecting the first perfusate causing substantially no hemolysis in blood into one or more blood ves- 
sels leading to an organ of an animal to substitute said first perfusate for blood in said organ; 
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resecting the whole or a desired portion of said organ during or after said substitution; 

subsequently injecting the second saccharide solution for further perfusion containing a sacchar- 
ide and an organic solvent, an aqueous solution of said saccharide being free from phase separation and 
producing substantially no crystals at liquid nitrogen temperature and a mixture of said organic solvent 
and water being free from phase separation and producing substantially no crystals at liquid nitrogen tem- 
perature, into one or more blood vessels to substitute said second saccharide solution for said first per- 
fusate in said organ; 

piercing at least a part of said organ perfused by the second saccharide solution as a tissue sample 
with a needle assembly comprising a plurality of metal needles fixed parallel to each other, cooling said 
sample pierced with said needle assembly gradually to a predetermined temperature, further cooling to 
liquid nitrogen temperature, and preserving the sample at the liquid nitrogen temperature; 

warming at least a part of said needle assembly to a temperature not below 20 °C within a period 
not exceeding 4 minutes to raise the temperature of said tissue sample above the freezing point of said 
second saccharide solution; and 

removing said tissue sample from said needle assembly. 

21. A method for living-tissue preservation according to claim 20, wherein the rate of said gradual cooling is 
at most 1 .3 °C/min on the average and said predetermined temperature is - 80 ^'C. 

22. A method for living-tissue preservation according to claim 20 or 21 , wherein said first saccharide solution 
contains glucose. 

23. A method for living-tissue preservation according to claim 20, wherein the temperature of a base of said 
needle assembly is raised to a temperature not below 20 ""C within 3 minutes. 

24. A method for living-tissue preservation, which comprises; 

injecting the first saccharide solution causing substantially no hemolysis in blood for perfusion into 
one or more blood vessels leading to an organ of an animal so as to substitute said first saccharide solution 
for blood in said organ; 

subsequently injecting the second saccharide solution for further perfusion containing a sacchar- 
ide and an organic solvent, an aqueous solution of said saccharide being free from phase separation and 
producing substantially no crystals at liquid nitrogen temperature and a mixture of said organic solvent 
and water being free from phase separation and producing substantially no crystals, into one or more 
blood vessels so as to substitute said second saccharide solution for said first saccharide solution in said 
organ; 

resecting the whole or a desired portion of said organ perfused with the second saccharide solution 
from said animal; 

piercing at least a part of said organ perfused with the second saccharide as a tissue sample with 
a needle assembly consisting of a number of metal needles fixed parallel to each other on a metal base; 

cooling said tissue sample pierced with said needle assembly gradually to a predetermined tem- 
perature, further lowering the temperature to liquid nitrogen temperature, and preserving the tissue sam- 
ple at liquid nitrogen temperature; 

warming at least a part of said needle assembly to a temperature not below 20 ''C within a limited 
time to raise the temperature of said sample above the freezing point of said second saccharide solution 
for thawing the preserved sample; and 

removing said sample from said needle assembly. 

25. A method for living-tissue preservation according to claim 24, wherein said organic solvent is dimethyl 
sulfoxide or glycerol. 

26. A method for living-tissue preservation according to claim 25, wherein said second saccharide solution 
contains mannitol as said saccharide. 

27. A method for living-tissue preservation according to claim 24, wherein said first saccharide solution con- 
tains glucose. 

28. A method for living-tissue preservation according to claim 24, wherein the rate of said gradual cooling is 
at most 1 .3 "^C per minute on the average and said predetermined temperature is - 80 ^'C. 
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29. A method for living-tissue preservation according to any one of claims 24 to 28, wherein said limited time 
for warming the needle assembly is 3 minutes. 

30. A method for living-tissue preservation, which comprises; 

5 injecting the first saccharide solution for perfusion causing substantially no hemolysis into one or 

more blood vessels leading to an organ of an animal so as to substitute said first saccharide solution for 
blood in said organ, 

injecting the second saccharide solution for further perfusion containing a saccharide and an or- 
ganic solvent, an aqueous solution of said saccharide being free from phase separation and producing 
10 substantially no crystals at liquid nitrogen temperature and a mixture of said organic solvent and water 

being free from phase separation and producing substantially no crystals at liquid nitrogen temperature, 
into one or more blood vessels leading to said organ so as to substitute said second saccharide solution 
for said first saccharide solution in said organ; 

piercing the whole or a desired portion of said organ perfused by said second saccharide solution 
15 as a tissue sample with a needle assembly consisting of a plurality of metal needles fixed parallel to each 

other on a metal base; 

cooling said tissue sample pierced with said needle assembly gradually to a predetermined tem- 
perature, further lowering the temperature to liquid nitrogen temperature and preserving said sample at 
liquid nitrogen temperature; 

20 warming said sample above the freezing point of said second saccharide solution within a limited 

time at the end of preservation; and 

removing said sample from said needle assembly. 

31. A method for living-tissue preservation according to claim 30, wherein the rate iof said gradual cooling is 
at most 1 .3 °C per minute on the average and said predetermined temperature is - 80 '^'C. 

32. Amethod for living-tissue preservation according to claim 30 or 31, wherein said limited time for warming 
the sample is 4 minutes. 

33. A method for living-tissue preservation according to claim 32, wherein the temperature of the sample is 
raised to - 5 ""C to 5 °C within 4 minutes, thereafter raised to a temperature not below 25 °C at a rate less 
than 2.5 °C/min on the average at the end of preservation. 

34. Amethod for living-tissue preservation which comprises injecting a perfusate into a blood vessel leading 
to an organ of an animal to substitute said perfusate for blood in said organ, cooling at least a part of said 

3^ organ resected from said animal, further lowering the temperature to liquid nitrogen temperature and pre- 

serving at least a part of tissue of said organ, wherein; 

peripheral nerve of a region including said organ Is previously blocked before injecting said perfu- 



the first saccharide solution causing substantially no hemolysis in blood is injected into one or more 
^ blood vessels leading to said organ so as to be substituted for blood in said organ and said organ is re- 

sected from said animal during or after such substitution; 

subsequently, the second saccharide solution containing a saccharide and an organic solvent, an 
aqueous solution of said saccharide being free from phase separation and producing substantially no 
crystals at liquid nitrogen temperature and a mixture of said organic solvent and water being free from 
phase separation and producing substantially no crystals at liquid nitrogen temperature, is injected into 
one or more blood vessels leading to said organ for further perfusion so as to be substituted for said first 
saccharide solution in said organ; 

at least a part of said organ perfused by said second saccharide solution is pierced as a tissue 
sample with a needle assembly consisting of a plurality of metal needles fixed parallel to each other on 
^ a metal base, and said sample pierced with said needle assembly is gradually cooled to a predetermined 

' temperture, and further cooled to and preserved at liquid nitrogen temperature; 

the temperature of said sample is raised to a temperature above the freezing point of said second 
saccharide solution within 4 minutes for thawing said preserved sample; and 

said sample Is removed from said needle assembly. 



55 



35. Amethod for living-tissue preservation according to claim 34, wherein said organic solvent Is dimethyl 
sulfoxide or glycerol. 
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36. A method for living-tissue preservation according to claim 34 or 35, wherein said second saccharide sol- 
ution contains mannltol as said saccharide. 

37. A method for living-tissue preservation according to claim 34, wherein said first saccharide solution con- 
5 tains glucose. 

38. A method for living-tissue preservation according to claim 34, wherein the rate of said gradual cooling is 
at most 1.3 ""C per minute on the average and said predetermined temperature is - 80 °C. 

39. A method for living-tissue preservation according to claim 34, wherein the temperature of said sample is 
raised to a temperature ranging from - 5 °C to 5 °C within 4 minutes for thawing, then raised to at least 
25 °C at a rate of not more than 4 °C per minute on the average at the end of preservation. 

40. A method for living-tissue preservation and restoration which comprises cooling to and preserving at liquid 
nitrogen temperature at least a part of an organ resected from an animal as a tissue sample, thawing said 
tissue sample and raising the temperature of said sample to at least 25 °C, wherein; 

the whole or a desired portion of said resected organ is pierced with a needle assembly consisting 
of multiple needles fixed parallel to each other on a metal base, and cooled to and preserved at liquid 
nitrogen temperature as a tissue sample; 

for termination of preservation, at least a part of said metal needles is warmed so that the temper- 
ature of said tissue sample is raised to - 5 °C to 5 °C within 4 minutes so as to thaw said tissue sample; 

said tissue sample is removed from said needle assembly; and 

after thawing, the temperature of said tissue sample is raised to at least 25 °C at a rate of less than 
2.5 per minute on the average so that the biological activity of said tissue sample can be restored. 

25 41, A method for living-tissue preservation and restoration according to claim 40, wherein perfusion with a 
buffer containing saccharide and serum protein into blood vessels leading to said tissue sample is carried 
out while the temperature is raised to at least 25 °C after thawing so that the biological activity of said 
tissue sample can be restored. 

30 42. Amethod for living-tissue preservation and restoration according to claim 40, wherein said buffer contains 
dibutyryl cyclic AMP. 

43. Amethod for living-tissue preservation and restoration which comprises Injecting a perfusate into a blood 
vessel leading to an organ of an animal so as to substitute said perfusate for blood in said organ, cooling 

35 at least a part of said organ resected from said animal to lower the temperature to liquid nitrogen tem- 

perature, preserving tissues of said organ, thawing and warming said tissues so that the biological activity 
can be restored, wherein; 

the whole or a desired portion of said resected organ Is pierced with a needle assembly consisting 
of multiple metal the whole or a desired portion of said resected organ is pierced with a needle assembly 
40 consisting of multiple metal needles fixed parallel to each other on a metal base, and cooled to and pre- 

served at liquid nitrogen temperature as a tissue sample; 

at the end of preservation, at least a part of said needle assembly Is warmed so that the temperature 
of said tissue sample Is raised to - 5 ''C to 5 "C within 4 minutes for thawing said tissue sample; 
said tissue sample is removed from said needle assembly; and 
45 after thawing, the temperature of said tissue sample Is raised to at least 25 °C at a rate of less than 

2.5 °C per minutes on the average so that the biological activity of said tissue sample can be restored. 

44. An aqueous liquid composition used as a perfusate to be Injected into blood vessels leading to an organ 
of an animal for substitution for blood in said organ, which comprises; 

a buffer of pH 7.4 containing sodium, potassium, hydrogen, chlorine and phosphate Ions; 
1 to 5 % by weight of glucose; and 

1.5 to 7.5 % by weight of mammal serum albumin, the concentration of sodium chloride being 0.15 
± 0.05 mol. 

45. An aqueous liquid composition used as a perfusate to be injected into blood vessels leading to an organ 
of an animal for substituting for blood in said oigan, which comprises; 

a buffer of pH 7.4 containing sodium, potassium, calcium, magnesium, hydrogen, chlorine, phos- 
phate, sulfate and bicarbonate ions; 
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1 to 5 % by weight of glucose; and 

1.5 to 7.5 % by weight of bovine serum albumin, the concentration of sodium chloride being 0.15 
± 0.05 mol. 

5 46. An aqueous liquid composition according to claim 45 wherein said buffer has the same composition as 
that of Krebs-Henseleit bicarbonate buffer. 

47. An aqueous liquid composition according to any one of claims 44 to 46, which contains a peripheral nerve 
blocking agent. 

48. An aqueous liquid composition according to claim 47, wherein said peripheral nerve blocking agent has 
monoamine oxidase inhibitory activity. 

49. An aqueous liquid composition used as a perfusate and preservation liquid to be injected at least one 
blood vessel leading to an organ of an animal to fill blood vessels and Intracellular spaces in the tissue 
of said organ to achieve preservation of said tissue, which comprises; 

a buffer of pH 7.4 containing sodium, potassium, hydrogen, chlorine and phosphate ions; 
3 to 8 % by weight of mannftol; 

1.5 to 7.5 % by weight of mammal serum albumin; and 

3 to 15 % by weight of dimethyl sulfoxide or glycerol, the concentration of sodium chloride being 
2^ 0.15 ±0.05 mol. 

50. An aqueous liquid composition used as a perfusate and preservation liquid to be injected at least one 
blood vessel leading to an organ of an animal to fill blood vessels and intracellular spaces in the tissue 
of said organ to achieve preservation of said tissue, which comprises; 

25 a buffer of pH 7.4 containing sodium, potassium, calcium, magnesium, hydrogen, chlorine, phos- 

phate, sulfate and bicarbonate ions; 
3 to 8 % by weight of mannitol; 
1.5 to 7.5 % by weight of bovine serum albumin; and 

3 to 15 % by weight of dimethyl sulfoxide or glycerol, the concentration of sodium chloride therein 
30 being 0.15 ±0.05 moL 

51. An aqueous liquid composition according to claim 50, wherein said buffer has the same composition as 
that of Krebs-Henseleit bicarbonate buffer. 

35 52. A combination of perfusates to be injected at least one blood vessel leading to an organ of an animal to 
fill of said organ blood vessels and Intracellular spaces in the tissue of said organ to achieve preservation 
of said tissue, which comprises; 

the first aqueous liquid composition for removal of and substitution for blood in said organ, which 
comprises a buffer of pH 7.4 containing sodium, potassium, hydrogen, chlorine and phosphate Ions; 1 to 

40 5 % by weight of glucose; and 1.5 to 7.5 % by weight of bovine serum albumin, the concentration of sodium 

chloride being 0.15 ± 0.05 mol; in combination with a second aqueous liquid composition to fill blood ves- 
sels and Intracellular spaces in said tissue of said organ comprising a buffer of pH 7.4 containing sodium, 
potassium, hydrogen, chlorine and phosphate ions; 3 to 8 % by weight of mannitol; 1.5 to 7.5 % by weight 
of bovine serum albumin; and 3 to 15 % by weight of dimethyl sulfoxide or glycerol, the concentration of 

4S sodium chloride being 0.15 ± 0.05 mol. 

53. A combination of perfusates to be injected at least one blood vessel leading to an organ of an animal to 
fill blood vessels and the intracellular spaces in the tissue of said oigan to achieve preservation of said 
tissue, which comprises; 

the first aqueous liquid composition for removal of and substitution for blood in said organ, which 
comprises a buffer of pH 7.4 containing sodium, potassium, calcium, magnesium, hydrogen, chlorine, 
phosphate, sulfate and bicarbonate Ions; 3 to 8 % by weight of mannitol; 1.5 to 7.5 % by weight of bovine 
serum albumin, and 3 to 15 % by weight of dimethyl sulfixude or glycerol, the concentration of sodium 
chloride being 0.15 ± 0.05 mol; in combination with a second aqueous liquid composition to fill blood ves- 
sels and intracellular spaces in said tissue of said organ which comprises a buffer of pH 7.4 containing 
ions of sodium, potassium, calcium, magnesium, hydrogen, chlorine, phosphate, sulfate and bicarbonate; 
3 to 8 % by weight of mannitol; and 1.5 to 7.5 % by weight of bovine serum albumin, the concentration of 
sodium chloride therein being 0.15 ± 0.05 mol. 

16 
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54. A perfusate according to claim 53 wherein said buffer has the same composition as that of Krebs- 
Henseleit bicarbonate buffer. 

55. A method for treatment of tissue after preservation, which comprises injecting a perfusate comprising a 
5 buffer of pH 7.4 containing sodium, potassium, hydrogen, chlorine and phosphate ions; 0.5 to 3 % by 

weight of glucose; 0.5 to 3 % by weight of mannitol; and 1.5 to 7.5 % by weight of serum albumin, the 
concentration of sodium chloride being 0.15 ± 0.05 mol, into at least one blood vessel leading to a tissue 
preserved at the temperature not exceeding 10 °C to remove and substitute for the liquid filling blood ves- 
sels and intracellular spaces in sard tissue, and raising the temperature of said tissue to at least 25 at 
io a rate less than 2.5 per minute on the average before restoration of biological activity of said tissue. 

56. A method for treatment of tissue after preservation according to claim 55, wherein said buffer of pH 7.4 
contains sodium, potassium, calcium, magnesium, hydrogen, chlorine, phosphate, sulfate and bicarbon- 
ate ions. 

57. Amethod for living-tissue preservation which comprises injecting a perfusate into one or more blood ves- 
sels leading to an organ of an animal to substitute said perfusate for blood In said organ, cooling at least 
a part of said organ resected from said animal to a temperature not exceeding -80 ""C and preserving at 
least a part of tissue of said organ at said temperature, wherein; 

the first saccharide solution causing substantially no hemolysis in blood is injected for perfusion 
into one or more blood vessels leading to said organ to be substitued for blood In said organ; 

the second saccharide solution containing a saccharide and an organic solvent Is Injected for fur- 
ther perfusion into one or more blood vessels leading to said organ to substitute said second saccharide 
solution for said first saccharide solution in said organ, an aqueous solution of said saccharide solution 
being free from phase separation and producing substantially no crystals at said temperature, a mixture 
of said organic solvent and water being free from phase separation and producing substantially no crystals 
at said temperature; 

said organ is resected from said animal during or after said perfusion or further perfusion; 
at least a part of said organ perfused by said second saccharide solution is pierced as tissue sam- 
ple with a needle assembly consisting of a plurality of metal needles fixed parallel to each other on a metal 
base, 

said sample pierced with said needle assembly is cooled gradually to -80 ""C, further cooled to and 
preserved at said temperature not exceeding -80 **C; 

the temperature of said sample is raised to a temperature above the freezing point of said second 
saccharide solution within 4 minutes for thawing the preserved sample; and 
said sample Is removed from said needle assembly. 

58. Amethod for living-tissue preservation which comprises injecting a perfusate into one or more blood ves- 
sels leading to an organ of an animal to substitute said perfusate for blood in said organ, cooling at least 
a part of said organ resected from said animal as a tissue sample to a temperature not exceeding -80 °C 
and preserving said tissue sample at said temperature, wherein; 

the first saccharide solution causing substantially no hemolysis in blood and containing a peripheral 
nerve blocking agent is injected for perfusion Into one or more blood vessels leading to said organ to be 
substitued for blood in said organ; 

the second saccharide solution containing a saccharide and an organic solvent is injected for fur- 
ther perfusion into one or more blood vessels leading to said organ to substitute said second saccharide 
solution for said first saccharide solution in said organ, an aqueous solution of said saccharide solution 
being free from phase separation and producing substantially no crystals at said temperature, a mixture 
of said organic solvent and water being free from phase separation and producing substantially no crystals 
at said temperature; 

at least a part of said organ Is resected from said animal as a tissue sample during or after said 
perfusion or further perfusion; 

said tissue sample of said organ perfused by said second saccharide solution is pierced with a nee- 
dle assembly consisting of a plurality of metal needles fixed parallel to each other on a metal base, 

said sample pierced with said needle assembly is cooled gradually to -80 °C, further cooled to and 
preserved at said temperature not exceeding -80 ""C; 

the temperature of said sample is raised to a temperature above the freezing point of said second 
saccharide solution within 4 minutes for thawing the preserved sample; and 
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said sample is removed from said needle assembly. 

59. Amethod for living-tissue preservation according to claim 58, wherein said temperature not exceeding 
-80 ''C is liquid nitrogen temperature. 

5 

60. A mettiod for living-tissue preservation which comprises injecting a perfusate into one or more blood ves- 
sels leading to an organ of an animal to substitute said perfusate for blood in said organ, cooling at least 
a part of said organ resected from said animal as a tissue sample, further lowering the temperature to a 
temperature not exceeding -80 ""C and preserving said tissue sample at said temperature, wherein; 

the first saccharide solution causing substantially no hemolysis in blood and containing a peripheral 
nerve blocking agent is injected for perfusion into one or more blood vessels leading to said organ to be 
substitued for blood in said organ; 

the second saccharide solution containing a saccharide and an organic solvent is injected for fur- 
ther perfusion into one or more blood vessels leading to said organ to substitute said second saccharide 
solution for said first saccharide solution in said organ, an aqueous solution of said saccharide solution 
being free from phase separation and producing substantially no crystals at said temperature, a mixture 
of said organic solvent and water being free from phase separation and producing substantially no crystals 
at said temperature; 

said organ is resected from said animal during or after said perfusion or further perfusion; 
at least a part of said organ perfused by said second saccharide solution is pierced as a tissue 
sample with a needle assembly consisting of a plurality of metal needles fixed parallel to each other on 
a metal base, 

said sample pierced with said needle assembly is cooled gradually to -80 ""C, further cooled to and 
preserved at said temperature not exceeding -80 ''C; 
25 the temperature of said sample is raised to a temperature above the freezing point of said second 

saccharide solution within 4 minutes for thawing the preserved sample; 

said sample is removed from said needle assembly, and 

the temperature of said sample is further raised to 25 ''C at a rate of not more than 4 °C per minute 
on the average. 
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61. Amethod for living tissue preservation according to claim 60, wherein the temperature of said sample is 
raised to a temperature ranging from -5 °C to 5 ""C within 4 minutes for said thawing. 



62. A method for living tissue preservation according to claim 60 or 61 , wherein said rate of raising the tem- 
perature to 25 °C is less than 2.5 °C per minute on the average. 

35 

63. Amethod for living-tissue preservation comprising injecting a perfusate into a blood vessel leading to an 
organ of an animal to substitute said perfusate for blood in said organ, cooling at least a part of said organ 
resected from said animal as a tissue sample to a temperature not exceeding 10 ""C and preserving said 
tissue sample at said temperature, wherein; 

^ the first saccharide solution is injected for perfusion into one or more biood vessels leading to said 

organ so as to be substitued for blood in said organ, said first saccharide solution comprising 1 to 5 % by 
weight of glucose, 1.5 to 7.5 % of bovine serum albumine and a buffer of pH 7.4 containing sodium, po- 
tassium, hydrogen, chlorine and phosphate ions, the concentration of sodium chloride therein being 0.15 
± 0.06 mol; 

^ the second saccharide solution is injected for further perfusion into one or more blood vessels lead- 

ing to said organ so as to be substituted for said first saccharide solution in said organ, said second sac- 
charide solution comprising 3 to 8 % by weight of mannitol, 1 .5 to 7.5 % of bovine serum albumine and a 
buffer of pH 7.4 containing sodium, potassium, hydrogen, chlorine and phosphate ions, the concentration 
of sodium chloride therein being 0.15 ± 0.05 mol; and 

^ at least a part of said organ resected from said animal as a tissue sample is cooled to and preserved 

at said temperature. 

64. Amethod for living-tissue preservation according to claim 63, wherein said first saccharide solution con- 
tains a peripheral nerve blocking agent. 

55 

65. Amethod for living-tissue preservation which comprises injecting a perfusate into a blood vessel leading 
to an organ of an animal to substitute said perfusate for blood in said organ, cooling at least a part of said 
organ resected from said animal to a temperature not exceeding 10 and preserving at least a part of 
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tissue of said organ at the temperature, wlierein; 

the first saccharide solution is injected for perfusion into one or more blood vessels leading to said 
organ to be substitued for blood in said organ, said first saccharide solution comprising 1 to 5 % by weight 
. of glucose, 1.5 to 7.5 % of bovine serum albumine and a buffer of pH 7.4 containing sodium, potassium, 
5 hydrogen, chlorine and phosphate Ions, the concentration of sodium chloride therein being 0.15 ± 0.05 

mol; 

the second saccharide solution Is injected for further perfusion into one or more blood vessels lead- 
ing to said organ to be substituted for said first saccharide solution in said organ, said second saccharide 
solution comprising 3 to 8 % by weight of mannitol, 1.5 to 7.5 % of bovine serum albumine and a buffer 
10 of pH 7.4 containing sodium, potassium, hydrogen, chlorine and phosphate Ions, the concentration of so- 

dium chloride therein being 0.15 ± 0.05 mol; 

said organ is resected from said animal during or after said perfusion or further perfusion; 
at least a part of said organ perfused by said second saccharide solution is pierced as tissue sam- 
ple-with a needle assembly consisting of a plurality of metal needles fixed parallel to each other on a metal 
15 base, 

said sample pierced with said needle assembly is cooled to and preserved at said temperature; 
the temperature of said sample is raised to a temperature above the freezing point of said second 
saccharide solution if thawing of the preserved sample Is necessary; and 
said sample is removed from said needle assembly. 
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66. A method for living-tissue preservation according to claim 65, wherein said first saccharide solution con- 
tains a peripheral nerve blocking agent. 



67. A method for living-tissue preservation according to claim 65, wherein said peripheral nerve blocking 
2g agent is a monoamine oxidase inhibitor. 

68. Amethod for living-tissue preservation comprising injecting a perfusate into a blood vessel leading to an 
organ of an animal to substitute said perfusate for blood in said organ, cooling at least a part of said organ 
resected from said animal as a tissue sample to a temperature not exceeding 0 °C and preserving said 
tissue sample at said temperature, wherein; 

the first saccharide solution is injected for perfusion into one or more blood vessels leading to said 
organ so as to be substitued for blood in said organ, said first saccharide solution causing substantially 
no hemolysis in blood; 

the second saccharide solution containing a saccharide and an organic solvent is Injected into one 
or more blood vessels leading to said organ for further perfusion so as to substituted for said first sac- 
charide solution in said organ, an aqueous solution of said saccharide in said second saccharide solution 
being free from phase separation and producing substantially no crystals below freezing temperature, a 
mixture of said organic solvent and water being free from phase separation and producing substantially 
no crystals below freezing temperature; and 

at least a part of said organ resected from said animal as a tissue sample is cooled to and preserved 
at said temperature. 
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69. A method for living-tissue preservation according to claim 68, wherein said first saccharide solution con- 
tains a peripheral nerve blocking agent. 

^ 70. Amethod for living-tissue preservation comprising Injecting a perfusate into a blood vessel leading to an 
organ of an animal to substitute said perfusate for blood in said organ, cooling at least a part of said organ 
resected from said animal as a tissue sample to a temperature not exceeding 0 °C and preserving said 
tissue sample at said temperature, wherein; 

peripheral nerve in the region including said organ of said animal is blocked before said injection 
^ of a perfusate; 

the first saccharide solution is injected for perfusion into one or more blood vessels leading to said 
organ so as to be substitued for blood in said organ, said first saccharide solution causing substantially 
no hemolysis In blood; 

the second saccharide solution containing a saccharide and an organic solvent is injected into one 
^ or more blood vessels leading to said organ for further perfusion so as to substituted said first saccharide 

solution in said organ, an aqueous solution of said saccharide in said second saccharide solution being 
free from phase separation and producing substantially no crystals belowf reezing temperature, a mixture 
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of said organicsolvent and water being free from phase separation and producing substantially no crystais^ 
below freezing temperature; and 

at least a part.of said organ resected from said animal as a tissue sample is cooled to and preserved 
at said temperature. 

A method for living-tissue preservation comprising injecting a perfusate into a blood vessel leading to an 
organ of an animal to substitute said perfusate for blood in said organ, cooling at least a part of said organ 
resected from said animal as a tissue sample to a temperature not exceeding 0 ""C and preserving said 
tissue sample at said temperature, wherein; 

the first saccharide solution Is injected for perfusion into one or more blood vessels leading to said 
organ so as to be substitued for blood in said organ, said first saccharide solution causing substantially 
no hemolysis in blood; 

the second saccharide solution containing a saccharide and an organic solvent is injected into one 
or more blood vessels leading to said organ for further perfusion so as to be substituted for said first sac- 
charide solution in said organ, an aqueous solution of said saccharide in said second saccharide solution 
being free from phase separation and producing substantially no crystals below freezing temperature, a 
mixture of said organic solvent and water being free from phase separation and producing substantially 
no crystals below freezing temperature; 

said organ is resected from said animal during or after said perfusion or said further perfusion; 
at least a part of said organ perfused by said second saccharide solution Is pierced as a tissue 
sample with a needle assembly consisting of a plurality of metal needles fixed parallel to each other on 
a metal base, and 

said tissue sample pierced with said needle assembly is cooled to and preserved at said temper- 
ature. 

72. A method for living-tissue preservation according to claim 71, wherein said first saccharide solution con- 
tains a peripheral nerve blocking agent. 
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